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Xbal EcoRI 



Taq I, BamHI 

Isolate 500 bp fragment 


Pst I 

Isolate 'v 850bp fragment 
Ava II 

Klenow Pol I + 4 dNTP's 
Taq I 

Isolate 375 bp Avail, 

Taq I fragment 


Ava I 

Klenow Pol I 
+ 4 dNTP's 
BamHI 

Isolate large 
vector fragment 


Pst I 

Isolate 626bp fragment 
Alu I, RSa I 

Isolate 280bp fragment 
Anneal primer 
5'pATGGAAGTGATGCTG 
Klenow Pol I ♦ 4dNTP's 
Hpa II 

Isolate 125bp fragment 

5’ATG- 

TAG-Hpa II 


T4 ONA ligase 


t 

Xbal EcoRI 



Pst I 

Isolate 628bp fragment 
BamHI, Hpa II 
Isolate 380bp fragment 


T4 ONA ligase 


EcoRI 

Klenow Pol I + 4 dNTP's 
BamHI 

Isolate targe vector fragment 
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Xbal 
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Constant 


pBR322 

containing human 
72 heavy chain 
cDNA insert A 


'BamW\ 


p^CEA/rp207-r 
human/mouse 
hybrid (XAP) 
(pChiml) 


'Bam HI 


• PvuW 

• Any restriction enzyme which 
cuts in variable region 

•Klenow Poll+ dNTPs 

•Isolate antibody fragment 

T4 DNA ligase 


Klenow Poll+dNTP's 


Isolate vector fragment 



DELETE AS FOLLOWS: 


-PvuW 


Bam HI 


-Clone Xba I to PvuW fragment 
in MI3 

-In vitro site-directed 
deletion mutagenesis 
(see Adelman et at., DNA 2,183 (1983)) 

-Clone modified Xba \ to PvuW 
fragment back in 
p-lntermediate human/mouse 
hybrid (XAP) 


Fig. 12. 


P 7 fCEAfrp 207 -l 
human/mouse 
hybrid (XAP) 
(pChimll) 


Bam HI 


Sal I 
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